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Materials and Methods

Western blotting

Proteins were extracted using RIPA buffer (Sigma-Aldrich, Saint Louis, Missouri, USA) containing protease inhibitor cocktail and
phosphatase inhibitor cocktail (Sigma-Aldrich). Next, the proteins were separated by electrophoresis on a 10% sodium dodecyl sulfate-
polyacrylamide gel and transferred to a polyvinylidene fluoride (PVDF) membrane (Merck KGaA, Darmstadt, Germany) using a wet transfer
system. The membranes were incubated overnight at 4°C with primary antibodies. The primary antibodies used were as follows: anti-total
AMPK, anti-phosphorylated AMPK, anti-total Akt, anti-phosphorylated Akt (Cell Signaling Technology, Beverly, MA, USA), and anti-B-actin
(AbFrontier, Seoul, South Korea). Next, the membranes were incubated with an anti-rabbit-IgG-horseradish peroxidase-conjugated secondary
antibody (Santa Cruz Biotechnology). Antibody-antigen complexes were detected using enhanced chemiluminescence reagents (GE
Healthcare Korea, Incheon, South Korea). Chemiluminescent images were acquired using a LuminoGraph II Imaging System (ATTO

Corporation, Tokyo, Japan).

S3



Figure S1. HR-ESIMS data of terminalin
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Figure S2. '"H NMR spectrum of terminalin (DMSO-ds, 800 MHz)

feb22-skku-kgh (2)

FB

A(s)
7.52
—
Mk JL. ,
T T T T T T T T T T T T T T T T T T T T T T
12.0 1.5 11.0 10.5 10.0 9.5 9.0 8.5 8.0 7.5 7.0 6.5 6.0 55 5.0 4.5 4.0 3.5 3.0 2.5
1 (ppm)

S5

- 3E+08
r 3E+08
r 3E+08
 3E+08
 3E+08
r2E+08
r2E+08
r2E+08
r2E+08
[ 2E+08
r 1E+08
r 1E+08
r 1E+08
r 8E+07
r6E+07
r4E+07

r2E+07

-2E+07



Figure S3. *C NMR spectrum of terminalin (DMSO-ds, 200 MHz)
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Figure S4. HMBC spectrum of terminalin (DMSO-ds)
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Figure SS. D-HMBC spectrum of terminalin (DMSO-db)

feb22-skku-kgh
FB

8.0

7.9

7.8

7.7

T T T T T
7.6 7.5 7.4
f2 (ppm)

S8

T

7.3

7.2

71

7.0

6.9

6.8

100

r110

120

130

140

150

160

170

180

f1 (ppm)



Figure S6. UV spectrum of terminalin
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Figure S7. LC/MS chromatogram of the crude extract (detected at 230 nm)
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Figure S8. Effects of terminalin on C2C12 muscle cells. Differentiated C2C12 muscle cells were incubated with terminalin, control (0.1%
dimethyl sulfoxide), AICAR (positive control; AMPK activator) or insulin (positive control) for 6 h (control, terminalin and AICAR) or 1 h

(insulin), and western blotting was performed.
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Table 81. LC-ME condltion for cruds sxtract

Column Kingtex C18 column (2.1 x 100 mm, & ym; Phenomenex)

Flow rate 0.3 mL/min

Injsction volums 16 WL

Column temperature 26°C

Maoblle solvent A 0.1% formic acld In water, B: MeOH

Moblle phase Time A (%) B (%)
0 €0 10
30 0 100
| 0 100
41 0 100
42 €0 10
62 €0 10
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